Summary. The 
INTRODUCTION
The aspermatogenic effect of all bovine accessory sexual gland fluids, including testicular fluid and blood serum, was analysed in a previous paper (Matousek, 1969) . The fraction causing aspermatogenesis in the testes of heterologous species was detected in the seminal vesicle fluid. Injections of bovine seminal vesicle fluid produced a decrease in the index weight of the testes, a disturbance of spermatogenesis and, in more severe cases, a distortion and contraction of the seminiferous tubules.
Further study was directed to the characterization of the substance (s) re¬ sponsible for the aspermatogenic effect. The effect of sexual maturation and androgenic hormones on the synthesis of the aspermatogenic substance in the seminal vesicles, and the sensitivity of the substance towards temperature J. Matouhk et al. changes and towards enzymes were investigated, initial attempts being carried out at its isolation. The results obtained from these studies are presented in this paper.
MATERIAL AND METHODS
Collection of vesicular fluids and determination of the aspermatogenic effect Bovine seminal vesicle fluid was collected at the slaughterhouse from healthy bulls of various ages (Matousek, 1969) and from castrated bulls by means of an artificial vagina.
The determination of the aspermatogenic effect of a single intratesticular injection of the vesicular fluid of sexually immature, mature, castrated and testosterone-propionate-injected bulls, of vesicular fluid treated with enzymes and of the fluid fractions, was carried out by weight and histological analyses of testes from mice and guinea-pigs.
The index weight, i.e. testis weight in g 1000/g body weight, was used to express testis weight. The degree of testicular damage was assessed on a scale from 0 (normal histological appearance) to 4 (disappearance of all cells of the spermatogenic layers and of the convoluted tubules) 35 days after intratesticular injections (Matousek, 1969 ).
Each of the tested fluids or vesicular fluid fractions was injected into the testes of four mice and two guinea-pigs. The dose injected was 0 2 ml for mice and 0-2 ml for guinea-pigs. The fractions were administered by resuspending 40 mg freeze-dried and dialysed material in 1 ml 0-9% NaCl. Alcohol-ether fractions (precipitates and extracts) and enzymatically-split fractions of vesicular fluid were resuspended in 0-9% NaCl to give a 3 to 4% concentration of proteins. Protein concentration was determined by the biuret procedure.
Each enzyme-treated fluid was administered subcutaneously to two rabbits, at a dose of 1 ml per injection, the number of injections ranging from four to twenty-two at 2-to 11-week intervals. The antispermatogenic effect of the administered fluid was investigated by measuring the amount of the ejaculate and the number of spermatozoa per ejaculate. Ejaculates were obtained from rabbits by means of an artificial vagina. Some rabbits were hemicastrated at the time of spermatogenic depression and the testis was examined histologically.
Injections of testosterone propionate into bulls
The dependence of the biosynthesis of the aspermatogenic substance in the seminal vesicles on androgenic hormones was investigated in four bulls.
(1) Two bulls were treated at the age of 2 to 4 months with 50 mg testosterone propionate (Spofa, Prague), and at the age of 4 to 6 months with 100 mg per injection twice a week. They were killed at the age of 6 months. Aschaffenburg (1966) . Urea (47 g/120 ml of buffer) was added to prevent formation of protein aggregates. Electrophoresis was carried out at 300 to 350 V and 42 to 47 mA for about 16 hr. The gels were cooled with running water.
Detection of antibodies
The production of antibodies in rabbits immunized subcutaneously was investigated by means of the haemagglutination test (Stavitsky, 1954) , the agar-gel double diffusion technique (1% agar-gel in borate buffer), microimmunoelectrophoresis (Scheidegger, 1955) , and direct and indirect fluorescent methods (Batty & Walker, 1967 (Text-fig. 3 ).
Aspermatogenic effect of vesicular fluid afterfractionation
It is evident from the results of fluid fractionation that the antispermatogenic substance is bound to a protein complex ( In an earlier paper (Matousek, 1969) , the aspermatogenic activity of vesic¬ ular fluid was considered from an immunological aspect and its cytotoxic aspect was mentioned only marginally. Our present results indicate the necessity of changing this order, and of adopting a more critical and circumspect approach towards the immunological version. Negative results on testes sections were obtained with fluorescence methods using sera of rabbits with induced asper¬ matogenesis. No difference in antibody response was observed in rabbits with damaged or undamaged testes after injections of the fractions of fluid. The sudden onset of degenerative changes in the testis after injection of the aspermatogenically-active fraction of the fluid does not suggest an immunological process. Degenerative changes could be observed in the seminiferous tubules by the 3rd day after intratesticular injection.
The possibility of a relationship between, or even the identity of, the asperma¬ togenic substance and the haemolytic factor which is also present in the seminal plasma of bulls (Millar, 1956 ) has been considered. On the basis of previous
